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a Mutant alleles were cdf-1(n2527), cdf-2(tm788), and sur-7(ku119).
FIGURE S1.-cdf-2 transcript levels were decreased ~1,000-fold in cdf-2(tm788) mutant animals. Mixed-stage wild-type and cdf-2(tm788) animals were cultured on NAMM dishes containing E. coli (BRUINSMA et al. 2008) and no supplemental zinc (-) or 0.5 mM supplemental zinc (+) for 40 hours at 20º. Animals were collected in M9 buffer and solubilized in TRIzol (Invitrogen). 590 ng of RNA was reverse transcribed using random hexamer primers and the SuperScript III First-Strand Synthesis System for RT-PCR (Invitrogen). cDNA was diluted in water and PCR amplified using KlenTaq LA DNA Polymerase (Sigma-Aldrich). The amount of input cDNA is indicated in arbitrary units (1, no dilution; 0.1, 10x dilution; 0.01, 100x dilution), and the intensity of the amplified products demonstrates the semi-quantitative nature of the assay. A 325 bp cdf-2 product was amplified using primers that annealed to exon 5 and to the junction of exons 7 and 8. These exons are not affected by the tm788 deletion. A 330 bp cdf-1 product was amplified using primers that annealed to exons 3 and 4. As a control for contamination of individual reaction components, we substituted water for the templates and either PCR amplified (W) or reverse transcribed and PCR amplified (RT) the reaction mixes with each primer set. PCR products were separated on a 2% TAE agarose gel containing ethidium bromide and visualized using UV light. Molecular weight markers (M) are labeled (100 bp DNA ladder, New England Biolabs, Ipswich, MA). The identities of the amplified products were verified by DNA sequencing. In wild-type animals, cdf-2 transcripts were readily detected and induced by supplemental zinc. In cdf-2(tm788) animals, cdf-2 transcript levels were reduced ~1,000-fold compared to wild-type animals since they were barely detectable with 1 unit of input cDNA. Furthermore, cdf-2 transcripts in the mutant animals were not induced by supplemental zinc. The cdf-1 control demonstrates that equivalent levels of amplifiable cDNA were present in all of the samples.
